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A AEkaEine Peptone Water, cont. 



Limitations of the Procedure 

This prepared tube medium is intended to be used as an 
enrichment medium. A pure culture is recommended for 
biochemical tests and other identification procedures. 
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Availability 

BBL™ Alkaline Peptone Water 

Cat. No. 297814 Prepared Tubes, 8 mL(D Tubes) -Pkg. of 10 



Amies Transport Media 

(See Transport Media) 



Amino Acid Assay Media 

Lysine Assay Medium • Methionine Assay Medium 
Cystine Assay Medium 



Intended Use 

Lysine Assay Medium is used for determining lysine concen- 
tration by the microbiological assay technique. 

Methionine Assay Medium is used for determining methionme 
concentration by the microbiological assay technique. 

Cystine Assay Medium is used for determining L-cystine 
concentration by the microbiological assay technique. 

Summary and Explanation 

Amino acid assay media are prepared for use in the microbio- 
logical assay of amino acids. Three types of media are used for 
this purpose; 

1. Maintenance Media; For carrying the stock culture to 
preserve the viabihty and sensitivity of the test organism 
for its intended purpose; 

2. Inoculum Media; To condition the test culture for immedi- 
ate use; 

3. Assay Media; To permit quantitation of the amino acid 
under test. They contain all the factors necessary for 
optimal growth of the test organism except the single 
essential amino acid to be determined. 

Amino Acid Assay Media are prepared according to the formu- 
lations of Steel et al.' They are used in the microbiological assay 
of amino acids using Pediococcus acidilaaici ATCC™ 8042 as 

the test organism. 

Principles of the Procedure 

Lysine Assay Medium, Methionine Assay Medium and Cystine 
Assay Medium contain all the factors essential for the growth 
of Pediococcus acidilactici ATCC 8042, except the amino acid 
under assay. The addition of the amino acid in specified 
increasing concentrations gives a growth response by die test 
organism. 



Formulae^ 

Difco" Lysine Assay Medium, Methionine Assay 
Medium or Cystine Assay Medium 

All amino acid assay media contain the following formula. 



Approximate Formula* Per Liter 
Dextrose 


50.0 g 


Sodium Acetate 


40.0 g 


Ammonium Chloride 

Monopotassium Phosphate 

Dipotassium Phosphate 

Magnesium Sulfate 


6.0 g 

12 g 
12 g 

0.4 g 


Ferrous Sulfate 


20.0 mg 


Manganese Sulfate 


40.0 mg 


Sodium Chloride 


20.0 mg 


Adenine Sulfate 


20.0 mg 


Guanine Hydrochloride 


20.0 mg 


Uracil 


20.0 mg 


Xanthine 


20.0 mg 


Thiamine Hydrochloride 

Pyrodoxine Hydrochloride 


1.0 mg 

2.0 mg 


Pyndoxamine Hydrochloride 


600.0 mg 


F^ridoxal Hydrochlonde 


600.0 mg 


Calcium Pantothenate 

Riboflavin 

Nicotinic Acid 


1.0 mg 

1.0 mg 

2.0 mg 


p-Aminobenzoic Acid 


200.0 ng 


Biotin 


20 ng 


Folic Acid 


20.0 ^g 


Glycine 


02 g 


DL-Alanine 


04 g 


Asparagine 

L-Aspartic Acid 

L-Proline 

DL-Serine 

DL-Tryptophan 


08 g 
02 g 
02 g 
01 g 
80.0 mg 


L-Glutamic Acid 


06 g 


L-Histidine Hydrochloride 

DL-Phenylalanine 


124.0 mg 

02 g 


DL-Threonine 


04 g 


L-Tyrosine 

DL-Valine 

DL-lsoleucine 


02 g 
05 g 
05 g 


DL-Leucine 


05 g 


L-Arginine Hydrochloride 


484.0 mg 



Amino Acid Assay Media, cont. 



User Quality Control 

Identity Specifications 

Difco " Lysine Assay Medium, Methionine Assay Medium or Cystine Assay Medium 

Oehyd'ii'.bc Appearance: V/"ite to cf-whito, homogcnoous, may have a tendency to clump. 

:. Prepared Appearance: . S rq o strength— .ight to medium amber, dear, may have a slight predpitatn - I ; ■ , : \ : / 

H;tectiOn-df'5:25%--::/:-:;-^^' 

;;;Solutiori-M-25°C:;;.->:;:;/;;v;vi;;pH^ 

Cultural Response 

Difco™ Lysine Assay Medium, Methionine Assay Medium or Cystine Assay Medium 

. ' Prepare the mMlum prepared In single strerigth and ;, 

/..supplemented with the appropriate-aminb acid..Lysine-Assay Me'dium should produce a statidard cun/e when tested with L-Lysine at o:o to 300 perl 0 • . 
;.mL.-Methionine Assay Medium should produce a standard curve when tested with DL-Methionine at 0.0 to 60 ng per 10 mL;-.Ci«tirie Assay Medium 
:;:shadld produce a standard curv^ When tested with L<ystine- at O to-50'tig per . 10 tfiL'-lncubmet^ 
Read thepercent1ransmittalnce-at'660him:---::-:.:;;^y:i:';;/;:;>-;:^ 

Preparation of inoculum dilution, amino acid stock and working solution. 

VOLUME OF STANDARD' ■ FINAL." 

AMINO AOD 
■ ■CONCENTRATION .. 
:"(ML/10 ML TUBE) -: - . ..u6/10 ML ■ 



•vXystine Assay :.;; 
.Medium . 

Lysine 'Assay 



>;::.■::. ;;.v;;;y::.-^.ad 
:'.bL-itiBthi6nine : 1 



io,6a9o;,.)2o,'.- 

180,240,300 • 
6, 12, ;S,24, 



In addition to the ingredients listed on the previous page, the 

media contain per liter*: 



Lysine Assay Medium 



L-Cystine 

DL-Methionine 


0.1 
0.2 


Methionine Assay Medium 




L-Cystine 


0.1 


L-Lyslne Hydrochloride 


0.5 


Cystine Assay Medium 




DL- Methionine 


0.2 


L-Lysine Hydrochloride 


0.5 



'Adjusted and/or supplmen ted as required to meet performance criteria. 

Precautions 

Great care must be taisen to avoid contamination of media or 
glassware in microbiological assay procedures. Extremely small 
amounts of foreign material may be sufficient to give erroneous 
results. Scrupulously clean glassware free from detergents and 
other chemicals must be used. Glassware must be heated to 
250°C for at least 1 hour to burn off any organic residues that 
might be present. Take precautions to keep sterilization and 
cooling conditions uniform throughout the assay. 

Directions for Preparation from 
Dehydrated Product 

1. Suspend 10.5 g of the powder in 100 mL of purified water. 

2. Heat with frequent agitation and boil for 2-3 minutes to 
completely dissolve the powder. 

3. Dispense in 5 mL amounts into tubes, evenly dispersing 
the precipitate. 



4. Add standard or test samples. 

5. Adjust tube volume to 10 mL with purified water. 

6. Autoclave at 12rC for 10 minutes. 

Procedure 

stock Culture and Inoculum 

Stock cultures of Pediococcus acidilactici ATCC 8042 are 
prepared by stab inoculation into tubes of Lactobacilli Agar 
AOAC or Micro Assay Culture Agar. Incubate cultures at 
SS-SZT for 24 hours. Store stock cultures at 2-8°C. Make 
transfers at monthly intervals in triplicate. 
The inoculum for assay is prepared by subculturing the test 
organism into 10 mL Lactobacilli Broth AOAC or Micro 
Inoculum Broth. Incubate at 35-37°C for 16-24 hours. After 
incubation, centrifuge the cells under aseptic conditions and 
decant the liquid supernatant. Wash the cells 3 times with 
10 mL sterile 0.85% NaCl solution. After the third wash, 
resuspend the cells in 10 mL sterile 0.85% NaCl solution. 
Dilute the 10 mL cell suspension with the appropriate amount 
of sterile 0.85% NaCl solution. (See the table under User 
Quality Control, Cultural Response.) One drop of the diluted 
inoculum suspension is used to inoculate each of the assay 
tubes. 

Amino Acid Solution 

Prepare stock solutions of each amino acid as described in Table 
1 . If the DL form is used, twice the concentration of the amino 
acid is required. Prepare the stock solutions fresh daily. 



